Spinal cord injury is a chronic and debilitating neurological condition that is currently being managed symptomatically with no real therapeutic strategies available. Even though there is no consensus on the best time to start interventions, the chronic phase is definitely the most stable target in order to determine whether a therapy can effectively restore neurological function. The advancements of nanoscience and stem cell technology, combined with the powerful, novel neuroimaging modalities that have arisen can now accelerate the path of promising novel therapeutic strategies from bench to bedside. Several types of stem cells have reached up to clinical trials phase II, including adult neural stem cells, human spinal cord stem cells, olfactory ensheathing cells, autologous Schwann cells, umbilical cord blood-derived mononuclear cells, adult mesenchymal cells, and autologous bone-marrow-derived stem cells. There also have been combinations of different molecular therapies; these have been either alone or combined with supportive scaffolds with nanostructures to facilitate favorable cell-material interactions. The results already show promise but it will take some coordinated actions in order to develop a proper step-by-step approach to solve impactful problems with neural repair.
Introduction
Regenerative medicine is an exciting and relatively new field of medicine that is still in its infancy. Several attempts have been made for new and innovative applications in clinical practice. Chronic spinal cord injury (SCI) sets an excellent example because there are currently no interventions to restore body functions after chronic SCI, so novel regenerative interventions can be tested using several already developed, clinically relevant chronic SCI models. This can not only make a significant difference in the clinic and the patient's overall functional outcome and quality of life, but also in the financial burden within society, given the enormous healthcare cost linked to chronic SCI [1] . Despite the severe and devastating nature of the condition, from a research point of view, chronic SCI could be perceived as a natural opportunity to utilize the potentials of regenerative therapies to overcome the inherent inability of the Central Nervous System (CNS) to regenerate, chronic SCI poses a great challenge for regenerative medicine to prove its utility for real-world applications, opening the pathway for further CNS applications.
SCI is a devastating disease that results in paralysis, either immediately following the injury or in a very short period of time, depending on the cause, e.g., neurotrauma, inflammatory disease, etc. The current state-of-the-art intervention for SCI is neurorehabilitation. Surgery might initially be needed in order to stabilize the bone structure. After that the patients are transferred to a rehabilitation unit in order to learn how to take care of their basic bodily functions, e.g., bowel and bladder management, as well as in order to develop important skills that will help them reintegrate into society. Although rehabilitation is the only strategy used to manage SCI for the time being, its efficacy and reproducibility depend on many factors. For example, the individual's personality and his perceptions may hinder his adaptation to the changes. In addition to that, the type of impairment plays a significant role too, for example, high versus low SCI lesions. Finally, another important factor to consider, which influences rehabilitation, is the type of environment/community where the person is to be reintegrated, e.g., developed versus developing countries, present or absent laws for people with disabilities in society and the needed infrastructure for an accessible environment in the community.
SCI can be divided into three phases: acute, subacute, and chronic ( Figure 1 ). The most plausible and within reach target for regenerative medicine for proof of concept of translational applications seems to be the chronic phase, when inflammation has subsided and any kind of neural plasticity and spontaneous regeneration has already failed, making the interpretation of any results much clearer. Many scientists argue that regeneration is a major challenge after the lesion is well established in the chronic phase and this is why most of the studies focus on acute SCI, avoiding the formation of a glial scar, which would make any interventions harder. Nevertheless, it has been demonstrated before that bridging axonal regeneration in the adult CNS after a chronic SCI lesion is achievable as long as both the intrinsic growth state of the neuron and the nonpermissive established injury environment get modified [2, 3] . Currently there are several clinical trials worldwide that attempt to deliver feasibility/proof of concept for regenerative therapies. Two main approaches are currently being used and they are discussed in the "Cell therapies" and "Molecular therapies" sections below in order to bring the most promising translational research for chronic SCI to the attention of the scientific community. This is crucial, given the overwhelming number of publications, reported over 11,000 within the past five years on such a promising field, leading to the inability of research work to focus on promising therapies that are closer to clinical translation. The purpose of this article is not to include an extensive list of therapeutic strategies for chronic SCI, but to focus on the ones that are the most promising for future applications in the clinic. The key aspect affecting the success of such therapeutic strategies is the use and proper choice of biomaterials for the development of 3D scaffolds to support nerve growth within the cavity lesion, as well as providing trophic factors, biomolecules, and/or cells as delivery systems. Due to their importance, we have also included a last section with selected biomaterials that we think will be excellent candidates for future clinical applications, given their promising preclinical results.
Cell Therapies
Cell-based translational therapies have attempted using types of stem cells alone or in combination with growth factors or other molecules in order to induce nerve-axon sprouting or to neutralize the growth inhibitor factors. Stem cells have also been used in conjunction with biocompatible scaffolds, which encapsulate and gradually release the cells, guiding and tuning the process of nerve growth and repair. Several clinical trials have arisen that target chronic SCI.
The "Pathway Study" of Stemcell Inc. (Phase I/II Clinical Trials)
The "Pathway study" [5, 6] used adult neural stem cells (NSCs) derived from fetal tissue for transplantation to chronic SCI, recruiting patients with cervical SCI lesions. Unfortunately, the study had to stop due to results that were deemed too moderate for Stemcell Inc., given the funding that the study needed for its completion. This was despite the improvement noted, especially in hand function, in a few of the recruited patients after the transplantation.
Based on the company's reports, all state and federal guidelines were followed when obtaining the human fetal brains from Advance Bioscience Resources. The company used HuCNS-SC product in a form of "neurospheres" for transplantation. This product is comprised of a highly purified population of human neural stem cells that are grown in a suspension as clusters of cells, hence why it is called "neurospheres". The rationale for using those cells is that they can maintain their ability to self-renew and differentiate into the three major cell types of the CNS (i.e., neurons, astrocytes, and oligodendrocytes) after being cultured and expanded for a number of generations. Even though the use of the HuCNS-SC product was found to be safe and encouraging patterns of motor and sensory improvements were noted at the 6-month mark of the study, the improvement declines over time. Even though there was still improvement compared to the baseline, the results were not considered to be adequate enough to justify the cost of the study.
Phase I Clinical Trial of NeuralStem Inc.
NeuralStem Inc. [7] has enrolled four American Spinal Injury Association (ASIA) Impairment Scale (AIS)-A thoracic chronic SCI subjects (1-2 years post-injury at the time of stem cell treatment) for the ongoing clinical trial phase I that they are conducting for chronic SCI. The company uses human spinal cord stem cells (NSI-566), stemming from a single 8-week-old fetus. The cells are expanded serially by epigenetic means only. NSI-566 is a novel human neural stem cell line that possesses robust growth properties and neurogenic potential. In preclinical models, when the cells were grafted into a rat spinal cord, the cells differentiated extensively into neurons and glia, secreted neurotrophic factors and formed synapses with the host neural cells, but not with muscles [8, 9] .
Even though there are no published data available yet, the last surgery was completed in July of 2015, so the company has already conducted a 6-month post-observation analysis of the results. The company claims that the treatment was well tolerated with no serious adverse reactions. The enrolled subjects are currently being monitored for long-term follow-up evaluations. The Food and Drug Administration (FDA) has approved the protocol amendment to treat an additional cohort of four cervical SCI patients. In April 2018, Neuralstem Inc. announced the completion of the first surgery in the cervical cohort of the Phase I clinical trial in patients with chronic SCI. At the same time, NeuralStem Inc. has already proceeded with a phase I/II clinical trial to treat motor deficits in stroke patients and to establish a treatment for Amyotrophic Lateral Sclerosis (ALS). Thus, during the next decade, there is probably a lot more to be explored in terms of clinical applications of fetal stem cells.
Recently, Rosenzweig et al. [10] published a very promising research paper about the restorative effects of NeuralStem Inc. donated cells in nonhuman primate spinal cord models. In particular, they grafted spinal cord-derived neural progenitor cells (NPCs) into sites of cervical C7 hemisection spinal cord lesions 2 weeks after the hemisections surgery took place. During a 9-month analysis, forelimb function improvement was noted several months after the grafting took place, while monkey axons were found to regenerate and form synapses, suggesting translatability of the NPCs graft therapy to humans.
The Chronic SCI Stem Cell Study of InVivo Therapeutics
The neurospinal scaffold made by InVivo therapeutics company in USA is composed of FDA approved poly(lactic-co-glycolic acid) (PLGA) covalently conjugated to poly(L-lysine) to facilitate favorable cell-material interactions. InVivo Therapeutics utilizes injectable combinations of biomaterials and NSCs, delivered using minimally invasive surgical instrumentation and techniques to create trails across the chronic injury site.
InVivo Therapeutics has already announced several promising results on the progress of the acute SCI study, called INSPIRE [11] , which has already reached to a phase III clinical trial. The company recently reported that seven of 16 (43.8%) evaluable patients in the INSPIRE study experienced an improvement in the AIS grade from baseline at six months compared to the Objective Performance Criterion (study success definition) of 25% of patients. Of these seven patients, three of five individuals who had converted from AIS A SCI (complete) to AIS B SCI (sensory incomplete) in the first six-month period of follow-up subsequently further improved to AIS C SCI (motor incomplete) within 12 to 24 months, including a recent patient who converted from AIS B to AIS C at the 12-month exam in January 2018.
Unfortunately, three deaths were witnessed during the INSPIRE study that were considered to be unrelated to the Neuro-Spinal Scaffold used and the implantation technique. Nevertheless, the company has elected, based in part on discussions with the company's independent Data Safety Monitoring Board, to implement a temporary halt to enrolment as it engages with the FDA to determine whether any changes to patient enrolment criteria related to patients who may have a higher mortality risk or other study modifications are deemed necessary.
As a result of the temporary enrolment halt, the company anticipated completing INSPIRE enrolment in the first half of 2018 and submitting a Humanitarian Device Exemption (HDE) application in the second half of 2018. As per a recent press release of the company in March 2018, the company has received supplemental Investigational Device Exemption (IDE) approval from the US FDA for a second pivotal clinical study of the company's Neuro-Spinal Scaffold in patients with acute SCI.
In the meantime, InVivo therapeutics took the decision to focus only on the INSPIRE study for the time being, so they announced the temporary suspension of the chronic SCI stem cell study.
"Walk Again Project"
Raisman and co-workers in London, who pioneered the "Walk Again Project" [12] . Unfortunately, he passed away but his work is being continued by Tabakow and co-workers in Poland, the leading neurosurgeon involved in Raisman's project. The project focuses on the use of Olfactory Ensheathing Cells (OECs) in order to accomplish functional improvement after SCI. Even though there are many unidentified mechanisms involved, OECs have been used for years in clinical trials for CNS repair and one of their functions is thought to be helping the local propriospinal interneurons to create new circuits for bypassing the lesion. The first clinical trials of OECs have already taken place in China, Australia, and Spain in 2003, 2005, and 2006, respectively [13] [14] [15] . Ever since, significant progress has been accomplished and the safety of OECs transplantation in humans has been established through several phase I clinical trials [16] . Nevertheless, the need for robust, well-designed phase II clinical trials is still unmet in order to measure the efficacy of that technique. Through such future clinical trials, the technique can be optimized in order to accomplish the optimal harvesting methodology and maximize the viability of the cells after transplantation [17] .
Despite all the current limitations regarding the OECs transplantation technique, Geoffrey Raisman's team in UCL reported very promising results, from an injured patient, in 2014 ( Figure 2 ). As per the report, the recipient of the transplanted OECs demonstrated significant functional recovery below the level of SCI, favoring the use of OECs as an efficient treatment of SCI [12] . It is remarkable that the patient went from complete paraplegia to incomplete (ASIA A to ASIA C) and has regained considerable functions. Nevertheless, expectations from this study have to be tempered since we are now talking about a single patient. Chronic SCI patients are still (since March 2016) being recruited for a new clinical trial taking place in Poland (Tabakow and colleagues). As far as we know, the clinical trial follows the same protocol as the one that was applied to the first patient, i.e., extraction of olfactory cells from the olfactory bulb in the patient's brain, transplantation into the spinal cord and a peripheral nerve graft. Only patients with a transected/severed spinal cord can apply for the trial and not patients with contused spinal cord.
"Miami Project" Phase I Clinical Trial
Schwan cells (SCs) are supporting cells surrounding the peripheral nerves. In the peripheral nervous system (PNS) they are thought to provide guidance to the axons for regeneration to take place [18] . The idea of using SCs after chronic SCI stems from the observation that SCs have been found around the lesion site after SCI [19, 20] , demonstrating beneficial effects. Nevertheless, it has been shown that apoptosis is a big obstacle, given the hostile CNS environment that does not favor the survival of those cells [21, 22] . Despite the challenges, SCs are being used, for years now, in clinical trials targeting CNS lesions. Their safety has already been demonstrated in two already completed clinical trials involving SCs transplantation in human spinal cords. Currently, two more clinical trials phase I are in progress in Miami, Florida, USA, both studying sub-acute and chronic SCI subjects, in order to establish the safety of SCs before proceeding.
The "Miami Project" is a Phase I clinical trial for chronic SCI patients, it is currently recruiting patients and is expected to be completed by January 2019. Trial enrolment will target 2 cohorts. The study uses autologous Schwann cells harvested from the sural nerve of the participant, those cells are being transplanted into the epicenter of the participant's SCI. The first cohort is announced to be thoracic (T) level 2-12 AIS grade A, B, or C (n = up to 4) and the second one to be cervical (C) level 5 through T1 AIS A, B, or C (n = up to 6).
Figure 2.
Schematic diagram shows steps of the treatment of Spinal Cord Injury (SCI) in a male patient who was paralyzed due to knife injury in 2010. He was treated with Olfactory Ensheathing Cells (OECs), a type of cell which is produced at the base of brain and through which human beings get their sense of smell. The surgeon extracted OECs from the nasal cavity and cultured those in the lab. Then nerve grafts were extracted from the ankle of the patient to support the regeneration of severed spinal cord nerve fibers to fill the spinal cavity. Both nerve grafts and stem cells were injected into the spinal cord injured site of the patient. This figure is also available online: http://www.dailymail.co.uk/sciencetech/article-2800988/world-man-spinal-cord-severed-walks-para lysed-fireman-recovers-thanks-uk-research.html.
Umbilical Cord Blood & Lithium ChinaSCINet Phase II Clinical Trial
In the fall of 2014, Wise Young, from Rutgers University and SCINetChina (available online: http://www.chinascinet.org), presented some preliminary information from the Umbilical Cord Blood & Lithium Phase II clinical trial that had taken place in China. In this trial [23] , umbilical cord blood mononuclear cells (UCB-MNC) and lithium are used as a combinatorial therapy. The rationale for using lithium is that, apart from the low cost and availability in the clinic, it is known to stimulate UCB-MNC cells to secrete Nerve Growth Factor (NGF), Neurotrophin-3 (NT-3), and Glial cell line-derived Neurotrophic Factor (GDNF). In terms of the selection of UCB-MNCs, the aim is to improve recovery after chronic SCI. Several mechanisms have been proposed for the UCB-MNCs to improve recovery after CNS injury, involving secretion of anti-inflammatory cytokines [24] [25] [26] , growth factors release [27] [28] [29] , matrix metalloproteinase upregulation [25] , tissue plasminogen activator downregulation [26] , apoptosis prevention [24] , mediation in myelination process [30, 31] , decreased gliosis [32] , and increased angiogenesis [33] .
Several groups have been known to attempt UCB-MNCs transplantation in patients with SCI with favorable outcomes. In the ChinaSCINet Phase I and II clinical trials [23] , the patients were He was treated with Olfactory Ensheathing Cells (OECs), a type of cell which is produced at the base of brain and through which human beings get their sense of smell. The surgeon extracted OECs from the nasal cavity and cultured those in the lab. Then nerve grafts were extracted from the ankle of the patient to support the regeneration of severed spinal cord nerve fibers to fill the spinal cavity. Both nerve grafts and stem cells were injected into the spinal cord injured site of the patient. This figure is also available online: http://www.dailymail.co.uk/sciencetech/article-2800988/world-man-spinal-cord-severedwalks-paralysed-fireman-recovers-thanks-uk-research.html.
Several groups have been known to attempt UCB-MNCs transplantation in patients with SCI with favorable outcomes. In the ChinaSCINet Phase I and II clinical trials [23] , the patients were treated in Hong Kong (HK) and Kunming (KM) to assess the safety and efficacy of transplanting escalating doses of human leukocyte antigen (HLA)-matched UCB-MNCs into the spinal cords of people with chronic (1-19 years after) complete SCI. Wise Young explained in his presentation on the preliminary findings of the clinical trials that although none of the chronic ASIA A participants had improved motor scores, 15 out of the 20 patients were able to take steps with the aid of a walker whilst in rehabilitation.
Even though the motor scores of the chronic ASIA A patients did not improve, "functional recovery" was noted, which has raised some concerns. The main limitation is the absence of appropriate controls to assess the real effect of the UCB-MNCs transplantation. The fact that the intensive physiotherapy program was followed in combination with the stem cell transplant made it difficult to assess the real source of the improvements noted and would require further assessment. There is a possibility for the conduction of a phase IIb similar clinical trial in United States, aiming at proving the efficacy of the treatment. The structure of that new study is meant to be as follows: three groups of nine ASIA A, C5-T10 patients. The first group will get UCB-MNCs injections plus six weeks of oral lithium plus intensive rehabilitation. The second group will get UCB-MNCs plus intensive rehabilitation. Group three will get intensive rehabilitation only. This new study's structure would certainly overcome the limitations of the previous study conducted in HK and KM.
The Puerta de Hierro Phase I/II Clinical Trial
In the Puerta de Hierro Phase I/II clinical trials [34] , autologous bone marrow adult mesenchymal stem cells (MSCs) were used for the studies, establishing the safety of the technique. MSCs have already been correlated with beneficial outcomes when being transplanted in CNS lesions in small and big preclinical animal models, paving the way towards clinical translation. Even though MSCs were traditionally known to be able to selfrenew and differentiate into cells of mesodermal origin, they have also been found to differentiate into tissue of nonmesoderm origin (i.e., nerve tissue) and they have the potential to modulate the inflammatory response [35, 36] . In that trial, the MSCs were administered by intrathecal injection (subarachnoid and intramedullary). Improvement was noted even in the patients with the longest chronicity, while the team studied both complete and incomplete chronic SCI.
In the complete chronic SCI study, the recovery noted was considered to be a result of cytokine release by the transplanted MSCs, activating preserved but nonfunctional circuits, rather than inducing nerve regeneration. This is because the recovery of infralesional sensitivity and vegetative functions (e.g., bladder, bowel, and sexual functions) occurred soon after surgery. In addition, a dose-dependent beneficial effect of the MSCs transplantation was suggested because the improvement noted in the scaled used (e.g., ASIA, International Association of Neurorestoratology Spinal Cord Injury Functional Rating Scale (IANR-SCIFRS) and neurogenic bowel dysfunction (NBD)) was more significant for higher numbers of transplanted cells.
In the incomplete chronic SCI study, the repeated subarachnoid administrations of autologous MSCs supported in autologous plasma at months 1, 4, 7, and 10 of the study improved the patients' quality of life. Nevertheless, objective neuroimaging findings that would suggest morphological changes in the lesion site after the repeated subarachnoid administration of MSCs were absent. Therefore, the improvements were considered to be a result of the release of neurotrophic factors. It is in fact thought that the potential of MSCs transplantation for CNS regeneration relies on the ability of the MSCs to modulate the environment through their secretome. Classic growth factors and cytokines packed and secreted by the MSCs [37] are now thought to play a significant role for SCI repair, possibly by decreasing the levels of proinflammatory cytokines like Interleukine-2 (IL-2), Interleukine-6 (IL-6), and Tumor Necrosis Factor α (TNFα), among other mechanisms. This is demonstrated in a recent paper of Cizkova et al., where the molecular cocktail found in the MSCs after the MSCs transplantation in the rat SCI model was thought to be responsible for the observed motor function recovery, the attenuated inflammatory response and for the spared spinal cord tissue [38] .
The Puerta de Hierro clinical trial phase II has been completed but an announcement on future trials is still pending.
"Neurocell" Pre-Clinical Study of Neuroplast (Phase I Clinical Trial in Preparation)
A preclinical study of Neuroplast, a company based in the Netherlands, showed that NEUROCELL (Neuroplast proprietary cells that are autologous bone-marrow-derived stem cells) significantly improved both locomotor functions and survival in those spinal cord-lesioned rats as compared to rats treated with a placebo. It is thought that autologous bone-marrow-derived stem cells can lead to functional improvement after CNS injuries by contributing towards the neuroplasticity and/or by exerting a paracrine effect. Neuroplast is currently preparing a Phase I clinical trial for chronic SCI patients. The trial will involve the transplantation of Neurocells and is expected to take place in Europe. The Neurocells are meant to have a positive effect, both in terms of neuroprotection and neuroplasticity, and thus contribute to a level of functional return in the case of both chronic and acute SCI. The first chronic SCI patients are expected to be recruited during 2018.
Less Strictly Regulated Clinical Trials
It should be noted that further trials in SCI patients are being conducted all over the world, but they are not performed under strict regulatory environments so caution is advised when assessing the results of such studies until further work is done in order to confirm findings in a better regulated setting [39] [40] [41] [42] [43] [44] [45] .
Molecular Therapies
A summary of the various molecular therapies in the nanoscale projects is included in Table 1 . The application of the biological enzyme Ch'ase in animal models is reported to have degraded scar tissue, promoted growth and improved activity.
Ch'ase has proven to be effective in rats, delivered to both thoracic and cervical contusion injury sites. Latest animal studies took place in 2016 and proved that longer-term application of the enzyme led to more significant motor control improvement.
Promising outcome, but one should bear in mind that data is based on rodent in vivo models; will this translate to humans? [47] Intracellular sigma peptide (ISP), Ch'ase and combinations preclinical projects
Using the biological enzyme Ch'ase in combinations with intracellular sigma peptide in order to restore breathing after long chronic C2 hemisection injury.
These projects are at a single center led by Jerry Silver. Currently these applications are at a pre-clinical stage.
Development of the product and preparation for clinical trials.
[48]
Nogo Trap of ReNetX Bio (Formerly Known as Axerion Therapeutics)
Nogo Trap is a decoy receptor developed by the ReNetX Bio company. The decoy receptor is meant to modify the hostile CNS environment by binding to the growth inhibitors within the CNS. This allows new nerve fiber growth, targeting restoration across all facets of growth: axonal regeneration (long distance), axonal sprouting (medium distance), and synaptic plasticity. The main difference to the widely-known "Anti-NoGo" technology, as per the ReNetX representatives, is that the Nogo Trap is able to bind and neutralize three types of inhibitors and is not limited to the NoGo-inhibitor alone.
Nogo Trap has demonstrated improved neurologic function following CNS damage in several animal models. Based on these promising results, the company thought that Nogo Trap should be evaluated in chronic SCI patients. ReNetX Bio is planning a phase Ib-IIa clinical trial in order to test the safety and efficacy of the treatment for patients with chronic cervical incomplete SCI.
CHASE-IT Preclinical Initiative of the International Spinal Research Trust (ISRT)
Chondroitinase, or Ch'ase [49] , is a bacterial enzyme that has attracted the attention of neuroscientists because of its ability to degrade the glial scar tissue that develops in chronic SCI. Apart from that, it has also repeatedly been proven to promote growth and to improve recovery in preclinical animal experiments. Therefore, Ch'ase is able to modify the scar tissue that develops after SCI and promote rewiring of the nervous system. This was only made possible by the molecular re-engineering of Ch'ase, developed by Muir and colleagues [50] at the University of Cambridge, who created a version of Ch'ase that could be expressed by human cells.
Gene therapy using a modified Chondroitinase ABC (ChABC) gene compatible with expression and secretion by mammalian host cells confers sustained and long-term delivery of ChABC to the injured spinal cord. It has been shown to be effective in rats to promote functional recovery in both thoracic and cervical contusion injury paradigms [51] .
Several milestones have been reached since the CHASE-IT Initiative started in 2014. In particular: (1) The gene for Ch'ase can now be expressed in an active form in human cells; (2) expression of Ch'ase in the spinal cord can now be controlled, switching it on and off using an inducible switch responsive to the antibiotic doxycycline; and (3) treatment gives rise to improved walking and unprecedented upper limb function in clinically-relevant SCI models.
Selected Biomaterials That Hold Promise for Future Clinical Trials on Chronic Sci
The application of biomaterials in SCI is divided into two strategies. The first strategy involves the application of biomaterials as a scaffold for the neuronal cells or the encapsulation of certain cells for delivery. The second strategy is using biomaterials that mimic the soft tissue mechanical properties and the high conductivity required for electrical transmission in the native spinal cord for nerve tissue regeneration.
The use of biomaterials is of great importance for CNS regeneration and repair. It was soon observed that the use of potent stem cells alone could be dangerous, given the possibility of tumor formation. It has been demonstrated that the use of certain injectable hydrogels loaded with pluripotent stem cells can promote cell survival, integration, and differentiation, thereby reducing the risk of tumorigenicity that has been linked with the use of such cell lines [52, 53] .
The careful choice of the appropriate biomaterial for that specific application could not only guide the process with different topographical cues, but it could also provide the necessary structural support to build a temporary bridge within the cavity that is formed in chronic SCI lesions until nerve sprouting occurs.
The use of biomaterials for CNS regeneration purposes can also use nanotechnology in order to encapsulate the cells within nanoparticle-based hydrogels and develop a sustained release system that would allow a prolonged, tuned effect to accomplish the desired outcome. Trophic factors (e.g., growth factors) can also be incorporated in a scaffold made from the appropriate biomaterial in order to support the transplanted cells to live longer or even trigger endogenous regeneration through stem cell niches.
Several biomaterials have been used for supportive scaffold formation in order to accomplish CNS regeneration after chronic SCI lesions, but so far, only limited biomaterials have made it towards clinical trials as mentioned above (e.g., PLGA). There is an overwhelming amount of different combinations of biomaterials used in chronic SCI in terms of basic science experimentation, but this would be beyond the focus of the current review. Below, we will only mention a couple of selected biomaterials that we consider to be very promising in terms of future clinical applications.
Graphene Oxide (GO) 3D nano-structured scaffolds, considered "wonder biomaterials" with extraordinary potentials in the next few years based on preclinical results:
Studies have shown graphene to have great potential as a bioscaffold at the site of the lesion in chronic SCI allowing for neuronal regeneration [4, [54] [55] [56] [57] [58] [59] [60] . GO nanocomposite is considered to be a favorable material for use in treatment because of its unique electro-physico-chemical properties and it is conductivity. GO has the ability to stimulate neuronal differentiation and axonal alignment at sites of SCI by providing a space for the growth, attachment, and survival of neural tissue at the lesion. Toxicity and biocompatibility of reduced graphene oxide is a debatable obstacle facing use of the material, with intravenous studies in mice showing dose-dependent toxicity and pathological damage present at lower doses [61, 62] . Other routes of administration, however, such as oral [63] , intravitreal [64] , intraperitoneal [63] , and subcutaneous [65] , have proven the material to be nontoxic. The conductive properties of GO make it a viable product to use in the healing of SCI. The benefit of using GO is that the inflammatory response seen with other biomaterials is reduced and not as damaging at the site of the SCI.
GO combined with hydrogel has been used to fill the hemispinal cord transection lesion that was made in twenty rats [66] . After three months, histologic evaluation of the lesion in the spinal cords of the rats showed graphene nanoscaffolds adhering to the spinal cord tissue and an ingrowth of connective tissue elements, blood vessels, neurofilaments, and Schwann cells around the area of the graphene nanoscaffolds. A control study was carried out whereby similar rats with hemispinal cord transections had a hydrogel-only matrix injected into the lesion at site of injury. Three months later, histological evaluation showed pseudocyst cavities where the hydrogel matrix had been injected and the site of the lesion devoid of any tissue or substantial regrowth of neural cells. Even though this was a study on acute SCI, this in vivo preclinical study brings promise that the graphene nanoscaffolds material has potential to be used for stimulation of axonal regeneration into the lesion.
Another aspect stressing the significance and potential of Graphene, in terms of future clinical SCI repair-related applications, is the fact that Graphene has been chosen as the key biomaterial to be used as part of the project "Neurofibers" (Biofunctionalised Electroconducting Microfibers for the Treatment of Spinal Cord Injury). The project has recently started and it was selected by the European Commission in the framework of the Horizon 2020 (H2020) program in the area of emerging technologies (FET Proactive-Boosting emerging technologies) (for more information from the European Commission's website: https://cordis.europa.eu/project/rcn/206185_en.html).
Fibrin-Based Scaffolds and Hydrogels Have Shown Impressive Results in Terms of Supporting CNS Regeneration in SCI Lesions in the Right Settings
The Fibrin glue has been approved by FDA and it is used successfully in clinically repairing cranial nerves and other tissues [67, 68] . The Fibrin sealant (like the commercially available TISSEEL ® (Baxter) product) has been used for years by neurosurgeons as a hemostatic agent and in order to control cerebrospinal fluid (CSF) leaks. This is of particular importance for spinal surgeries given the CSF leakage that can occur after the durotomy. In human patients, Fibrin has also been combined with FGF and the mixture was applied to the injured spinal segment of patients in order to prevent postoperative CSF leakage. The application of the FGF-containing Fibrin matrices resulted in significant motor and sensory improvements in the patients [69] . In terms of CNS repair and regenerative medicine, Fibrin could act as a carrier for therapeutic agents, such as neurotrophic factors and stem cells [70] [71] [72] .
Fibrin matrices have been tested for supporting stem cells, specially embedded NSCs in fibrin matrices in order to increase the cells' viability, when transplanted after SCI [73] . Even though the increase in NSCs viability was significant compared to the initial poor survival of the cells without the fibrin matrices, the results were even more remarkable when growth factor cocktails were added in the NSCs-containing fibrin matrices. This way the combination of NSCs with fibrin matrices and growth factors accomplished enhanced cells survival with the cells filling large lesion cavities and being differentiated into neurons and glia after spinal cord transection [2, 73, 74] . In a very recent paper, Rosenzweig et al. [10] used a similar methodology in nonhuman primate models, proving for one more time that testing a promising treatment in nonhuman primates is crucial for the successful translation to humans. After several modifications to the rodent grafting technique (e.g., grafting matrix modifications, CSF drainage, more extensive immunosuppression), successful engraftment was achieved, paving the path towards clinical translation of the proposed therapy. The same group of researchers had accomplished before that the longest axonal sprouting, to the best of our knowledge, using a cocktail of growth factors and fibrin matrices. Ten growth factors were embedded in a fibrin gel to support rat or human neural stem cells grafted to the completely transected spinal cord of adult rats, accomplishing axons extending at least 25 mm in each direction in all subjects [75] .
Further combinatorial approaches have been attempted using Fibrin with certain growth factors and grafts to enhance the restorative results with very promising results.
The FGF/Fibrin mixture along with human Schwann-cell grafts has been engrafted to transected rat spinal cords, stimulating fiber regeneration throughout the implant [76] . This also has been coupled with an autologous peripheral intercostal nerve segment to bridge a 5 mm gap within the transected rat spinal cords [77] . Even though this is only a small part of the literature supporting the use of Fibrin for CNS repair, it is evident that this biomaterial is also a very good candidate for future clinical applications in terms of regenerative therapeutic strategies in chronic SCI.
Collagen/Heparin Sulfate Scaffolds Fabricated by a 3D Bioprinter
One promising, new approach is the use of a 3D bioprinter in producing collagen and heparin sulfate based bioscaffolds for the treatment of SCI [78] . The use of a 3D bioprinter, in order to produce the bioscaffold, is thought to have significantly amplified the mechanical properties of the mixture when compared to methods of production without the use of a 3D printer therefore methods using a 3D bioprinter will be discussed here. The current priorities when producing a bioscaffold for SCI is the biocompatibility of the scaffold, that it is made of a porous material in order to allow for neural regeneration and for it to have great strength. The team working on the 3D bioprinted collagen/heparin sulfate scaffolds believes it will be the answer to treating and stimulating neural regeneration in patients with SCI.
Locomotor recovery is the most important outcome to assess during preclinical and clinical studies and was seen in rats with SCI that had had the collagen/heparin sulfate bioscaffold implanted at the site of the lesion, during preclinical in vivo studies. The improved locomotor function after implantation and biodegradable and biocompatible properties of the collagen/heparin sulfate mixture gives promise for the use of such a bioscaffold in clinical practice to help improve the outcome of patients suffering with SCI.
Peripheral Nerve Grafts Combined with Chitosan-Laminin Scaffold
Chitosan is a suitable biomaterial for use in neuronal repair due to its biocompatible and biodegradable properties [79] . It has been considered as a suitable material for many biomedical and industrial applications, such as drug delivery, due to its nontoxicity and biodegradability. Laminin is a glycoprotein that acts as a neurite outgrowth-promoting factor and so is suitable for combination in the bioscaffold. The combination of chitosan and laminin provide a promising biomaterial for use as a scaffold in promoting axonal growth and preventing neural degeneration.
Studies have shown that the use of chitosan channels containing nerve grafts promote axonal regeneration when applied to chronic SCI lesions [80] . Preclinical studies have shown that the use of chitosan-laminin scaffolds combined with peripheral nerve grafts supported axonal regeneration and positive outcomes include motor function improvement, as well as functional sensory improvement when the bioscaffolds were implanted in chronic nerve lesions [40] . Further investigation of this biomaterial would be recommended as it proves to be a promising option in the field of treatment of chronic SCI.
Conclusions and Future Perspectives
In conclusion, it is evident that more promising therapies will come up in the future regarding chronic SCI. We anticipate that the management of chronic SCI will change during the next few decades due to the fast pace of advances in the field of nanotechnology/smart materials and regenerative medicine. A combinatorial approach using cells and/or growth factors or other molecules along with biocompatible nanostructured scaffolds, that would allow fine-tuning of the release of the incorporated factors and would guide nerve growth in the CNS environment, would most probably be the key for success in such a complex tissue.
One significant component seems to be the ability to catalyze the translation of all the promising new therapies into clinical practice. This refers to imaging technology, and more specifically, Magnetic Resonance Imaging (MRI) sequences that can help assess and objectively quantify the biological response of the CNS to the tested intervention, solving a known issue of reproducibility and quantification in the application of all the new therapies. MRI could assess the biological significance, detecting tissue-related changes, while techniques like surface electromyography could assess the functional outcomes in a more objective way, leading together to the development of the much needed objective clinical scales that would take into consideration the statistical, biological and clinical significance associated with the tested therapeutic strategy or management plan. In addition, the combination of imaging technology along with the implementation of new, clinically relevant models, like the nonhuman primate model of SCI developed for evaluating pharmacologic treatments, and could open the pathway to safer and more efficient clinical application to patients in the future [81] . Nevertheless, we do anticipate that the use of bioengineered models on-a-chip and further advancements in nanomedicine might revolutionize the field and change the translational pathway in the future, accelerating the drug approval process and the implementation of new treatments in the clinic.
From the practical standpoint, there are several obstacles that need to be tackled, like the lack of published data from companies that have done significant work on SCI regeneration and repair through clinical trials. The inclusion of controls is crucial for obtaining reliable outcomes and yet certain clinical trials either fail to implement controls in their study plan or they avoid reporting the outcomes in a timely manner, hindering the progress in the field. In addition to that, researchers mainly use less clinically relevant SCI models like hemisections/transection models. There is a significant need for inclusion of contusion SCI models that are more similar to the lesions usually managed in the clinic. Last but not least, it should be stressed that acute SCI models are mainly used for research purposes aiming to address the problem soon after the injury in the clinic and to avoid complications (e.g., formation of glial scar that would hinder neuroregeneration). The inclusion of more chronic SCI models in research might seem to be a challenging task, but it is very important for the reliable assessment of the therapeutic interventions in order to solve significant questions on CNS regeneration, ensuring the safe application of future treatments to any SCI patient.
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